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SUMMARY 


Pharmacological  approaches  to  the  optimization  of  the  oxygen  affinity  of  liposome-encapsulated 
hemoglobin  (LEH),  a  potential  blood  replacement  fluid,  have  been  studied.  In  our  work  we 
have  researched  the  potential  utility  of  LR16,  L35,  and  related  analogues  in  optimizing  the 
oxygen  affinity  of  LEH.  Twenty  drugs  were  synthesized  and  tested  for  their  ability  to  modulate 
the  P50  value  of  purified  human  hemoglobin.  A  new  agent,  2-[4-(3,5-di(trifluoromethyl)- 
phenoxy]-2-methylpropionic  acid  (compound  02-50),  was  found  to  display  activity  greater  than 
that  of  LR16,  and  approximately  equivalent  to  the  activity  displayed  by  L35.  At  02-50 
concentrations  of  0.75  mM  and  1.5  mM,  respectively,  the  P50  values  of  LEH  preparations 
containing  human  hemoglobin  stripped  of  2,3-diphosphoglycerate  were  increased  from  10  mm 
Hg  to  P50  values  of  32  mm  Hg  and  61  mm  Hg,  respectively.  Our  data  indicates  that  the 
allosteric  modifiers  LR16,  L35,  and  02-50  are  capable  of  diffusing  into  LEH  particles  composed 
of  distearoylphosphatidylcholine  (DSPC):  dimyristoylphosphatidylglycerol  (DMPG):  cholesterol 
[molecular  ratios  of  4:1:3,  respectively]  and  decreasing  P50  values,  effectively. 

Unfortunately,  however,  the  desirable  effects  of  the  LR16,  L35,  and  02-50  agents  on  the 
encapsulated  hemoglobin  are  seriously  attenuated  when  serum  albumin  is  also  present.  Here  we 
have  shown  that  the  ability  of  albumin  to  bind  the  allosteric  modifiers  of  hemoglobin  diminishes 
considerably  their  desired  biological  effects  on  hemoglobin.  Whereas  1  mM  LR16  shifts  the  P50 
of  hemoglobin  free  in  solution  from  8  mm  Hg  to  a  value  of  49  mm  Hg,  physiologically  relevant 
concentrations  of  50  mg/ml  human  serum  albumin  right  shift  the  oxygen  dissociation  profile  of 
hemoglobin  to  control  P50  values  (8  mm  Hg).  In  experiments  with  LEH,  the  addition  of  HSA 
to  LEH  suspensions  containing  LR16,  L35,  and  02-50  were  found  to  seriously  limit  drug 
effectiveness.  HSA  is  well  known  to  have  two  binding  sites  for  lipophilic  and  negatively- 
charged  drugs,  and  the  notion  occurred  to  us  that  the  allosteric  modifiers  of  interest  bind 
specifically  with  such  a  site.  Experiments  revealed,  however,  that  the  competition  between  the 
albumin  versus  hemoglobin  binding  was  not  attenuated  by  denaturation  of  HSA,  indicating  HSA- 
LR16  associations  are  nonspecific  in  nature. 

In  an  attempt  to  overcome  the  diffusion  of  LR16  agents  from  the  LEH  particles,  we  synthesized 
a  permanently-charged  analogue  of  LR16.  A  permanent  positive  charge  markedly  diminishes 
the  rate  at  which  an  agent  can  diffuse  through  a  liposomal  bilayer.  The  analogue  which  we 
synthesized,  compounds  02-31  and  01-69  (iodide  and  BF4.  forms,  respectively),  was 
unfortunately  found  to  display  disappointingly  low  activity  at  modulating  the  oxygen  affinity  of 
hemoglobin.  Because  a  viable  pharmacological  approach  to  the  optimization  of  the  P50  value  of 
hemoglobin  encapsulated  within  liposome  remains  a  most  attractive  goal  to  pursue,  alternate 
approaches  other  than  the  incorporation  of  quaternary  ammonium  salt  moieties  should  be 
considered.  Our  experience  with  02-50  indicates  that  LR16  can  be  substituted  with  larger,  bulky 
substituents  actually  resulting  in  the  case  of  02-50  in  a  marked  increase  in  drug  effectiveness  at 
modulating  LEH  P50.  This  data  suggests  further  analogue  development  may  allow  for  the 
incorporation  of  photoactive  moieties  into  the  drug  structure,  possibly  allowing  for  covalent 
attachment  of  bioactive  drug  to  the  hemoglobin  confined  within  the  LEH  particle. 
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EXPERIMENTAL  METHODS 


Dru2  Synthesis 

2-[4-[[(aryl)ammo]carbonyl]amino]phenoxy-2-methyl  propionic  acid  derivatives  26-37  were 
prepared  by  a  two  step  reaction  starting  from  commercial  4-aminophenol  (Scheme  1).  Its 
condensation  in  pyridine  with  isocyanates  2-13  led  to  intermediates  14-25.  To  avoid  a  formation 
of  by-products  the  isocyanates  were  added  to  the  reaction  mixture  at  0°C  and  the  reactions  were 
carried  out  at  this  temperature  for  a  period  of  about  15  min.  Then,  the  reaction  was  continued 
at  room  temperature.  In  most  cases  high  yields  were  obtained  (over  90%).  Urea  derivatives 
14-25,  while  reacted  with  acetone-chloroform  in  the  presence  of  NaOH  followed  by  hydrolysis 
led  to  the  sodium  salts  of  the  final  products.  The  water  suspension  after  reaction  was  washed 
with  ethyl  acetate  to  give  solution  of  pure  sodium  salts.  That  modification  omits  a  filtration,  as 
it  was  described  before  -  which  is  long  and  problematic.  The  final  products  were  precipitated 
with  12%  HCl. 

Scheme  1 

Attempts  to  prepare  some  thiourea  analogues  of  known  allosteric  effectors  according 
above  reaction  sequence  failed.  Condensation  of  corresponding  l-aryl-3-(4-hydroxyphenyl)- 
thiourea  derivatives  in  acetone-chloroform-NaOH  reaction  led  to  a  complicated  mixtures  of 
undefined  products.  Hence,  thio  analogues  of  26  and  27  were  finally  prepared  by  a  reaction  of 
lithium  salt  of  2-(4-aminophenoxy)-2-methyl  propionic  acid  (41)  with  3-chloro-  and  3,4- 
dichlorophenyl  isothiocyanates  (38,39)  in  pyridine  with  58%  and  52%  yield,  respectively 
(Scheme  2).  This  method  was  also  successfully  applied  for  the  synthesis  of  3,5- 
bis(trifluoromethyl)  derivative  44  (44%  yield),  which  could  not  be  obtained  previously  according 
procedure  shown  on  scheme  1,  because  of  a  partial  hydrolysis  of  CFj  groups  in  the  reaction  with 
acetone-chloroform,  while  an  intermediate  type  14-25  was  refluxed  in  a  strong  alkaline 
conditions. 

Schemes  2  and  3 


Amino  analogues  of  allosteric  effectors  of  hemoglobin,  possessing  strong  basic  center  on 
NH2  group,  can  be  easily  accessible  from  a  corresponding  nitro  derivatives  by  a  catalytic 
hydrogenation  (under  10  psi)  on  Pd/C  in  methanolic  solution.  Using  this  method  compounds 
45-49  were  prepared  with  44-90%  yield.  Till  now,  they  were  not  reported  in  the  literature  and 
their  effects  on  human  hemoglobin  were  not  investigated.  Methyl  ester  of  2-[4-[[(3- 
aminophenyl)amino]carbonyl]amino]-phenoxy-2-methyl  propionic  acid  (50),  which  was  obtained 
as  a  by-product,  while  a  crude  amine  (46)  was  filter^  through  silica  gel  in  acidic  methanolic 
solution,  indicated  much  lower  effect  on  hemoglobin  as  compared  with  compounds  with  free 
carboxylic  group.  The  corresponding  permethylated  compound  on  amino  group  (51)  was 
synthesized  (83  %  yield)  according  a  similar  procedure  as  it  was  described  in  the  literature,  using 
methyl  iodide  as  an  methylating  agent.  As  an  acceptor  of  evolved  hydroiodide,  diethyl  aniline 
was  used.  In  this  case,  both  high  purity  of  the  starting  amine  and  longer  reaction  times  were 
required  to  obtain  the  salt  in  a  pure,  crystalline  form. 
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Scheme  1 


Compound 

2,14,26 

3.CI 

H 

3,15,27 

3-Cl 

4-Ci 

4,16,28 

3-Cl 

4-F 

5,17,29 

2-NO2 

H 

6,183 

3-NO2 

H 

7,19,31 

4-NO2 

H 

8,203 

2-OMe 

4-NO2 

9,21,33 

2-F 

5-NO2 

10,22,34 

2-Me 

5-NO2 

11,23,35 

3-NO2 

4-F 

12,24,36 

3-CN 

H 

13,25,37 

4-CN 

H 

1) Me2CO,CHCl3 
NaOH;  reflux 

2)  H2O, 

T 


26-37 


Scheme  2 


1)  Pyridine  ''’v=\  j<  /=\ 

42-44 


Compound 

X 

R^ 

R^ 

38,42 

s 

3-Cl 

H 

39,43 

s 

3-Cl 

4-Cl 

40,44 

0 

3-CF3 

5-CF3 

Scheme  3 


[H] 

Pd/C,MeOH 


45-50 


45  46  47  48  49  50 

-NH2  position  2  3  4  4  3  3 

R^:  H  H  H  2-OMe  4-F  H 

R^:  H  H  H  H  H  Me 


TLC  was  performed  on  precoated  plastic  sheets  (0.2  mm)  of  silica  gel  60  F-254  (E. 
Merck  AG,  Darmstadt,  Germany);  compounds  were  detected  by  UV  lamps  (254  nm). 
Hydrogenations  were  carried  out  in  Parr  Apparatus.  Melting  points  were  determined  with  a 
Buchi  530  apparatus  and  are  uncorrected.  NMR  spectra  were  recorded  for  solution  in  DMSO-d^ 
or  CDCla/DMSO-dg)  (internal  standard  TMS)  with  a  QE-300  (300  MHz)  and  Bruker  AM-400 
(400  MHz)  spectrometers.  Most  of  synthesized  compounds  has  high  tendency  to  associate  water, 
hence  for  some  of  them  elemental  analysis  was  assessed  for  hydrates  and  subsequent  high 
resolution-mass  spectrometry  confirmed  empirical  formula.  Isocyanates  and  isothiocyanates  were 
commercially  available  (Carbolabs  -  Bethany,  Connecticut  06525;  Aldrich  -  Milwaukee, 
Wisconsin  53201;  Lancaster  -  Windham,  New  Hampshire  03087).  2-(4-Aminophenoxy)-2- 
methyl  propionic  acid  (41)  was  obtained  according  a  procedure  described  in  the  literature. 


Synthesis  of  l-aryl-3-(4-hydroxyphenyl)urea  derivatives  (14-25).  General  Procedure. 

Aryl  isocyanate  (2-13,  30  mmol)  was  added  as  a  pure  substance  or  as  a  solution  in 
pyridine  (1-2  mL)  to  a  vigorously  stirred  solution  of  4-aminophenol  (3.3  g,  30  mmol)  in  pyridine 
(8-10  mL)  at  0°C.  The  reaction  was  kept  at  this  temperature  for  15  min.  Then,  the  ice  bath 
was  removed  and  the  reaction  continued  for  another  15  min  at  room  temperature.  Then,  water 
(250  mL)  was  added,  and  the  pyridine  was  neutralized  with  a  small  excess  of  12%  HCl  (~  180 
mL).  The  suspension  was  left  with  stirring  for  0.5  h,  the  precipitate  was  separated  by  filtration, 
washed  with  water,  and  dried  to  give  products  14-25.  If  the  product  was  not  pure  enough 
(TLCiCHCyMeOH  -  10:1)  it  was  dissolved  in  methanol  and  the  insoluble  white  solid 
(products  of  polymerization  of  isocyanates)  were  filtered  off.  The  filtrate  was  concentrated  and 
dried  in  vacuo.  Analytical  samples  were  recrystallized  (or  chromatographed  and  recrystallized) 
from  acetone,  methanol  or  methanol/chloroform  mixture. 

Synthesis  of  2-[4-[[(aryl)ammo]carhonyl]ammo]-  phenoxy-2-methyl  propionic  acid 
derivatives  (26-37).  General  Procedure. 

A  vigorously  stirred  mixture  of  sodium  hydroxide  (2.8  g,  71.6  mmol)  and  l-aryl-3-(4- 
hydroxyphenyl)urea  derivative  (13.7  mmol)  suspended  in  acetone  (35  mL)  was  heated  to  reflux. 
Then  chloroform  (5.5  mL,  68  mmol)  was  added  dropwise  for  about  10  min.  The  reaction  was 
continued  for  an  additional  4  h  in  reflux.  Then,  the  solvents  were  evaporated  and  water  (90  mL; 
for  compounds  24,25  -  180  mL)  to  the  residue  was  added.  The  mixture  was  shaken  with  ethyl 
acetate  (2x40  mL),  heated  with  charcoal  at  50°C,  filtered  through  Celite  and  then  acidified  with 
12%  HCl  to  pH  ~  1.  The  precipitate  was  isolated  by  filtration,  washed  with  water  and  dried 
to  give  crude  products  26-37. 

The  products  were  purified  according  to  the  following  procedure:  The  crude  compound 
was  dissolved  in  a  small  amount  of  acetone  and  then  ethyl  ether  was  added  dropwise  until  a  dark 
solid  started  to  precipitate.  The  solution  was  left  for  0.5  h  and  the  solid  was  filtered  off.  The 
remaining  solution  was  concentrated  to  dryness.  This  procedure  was  repeated  2-3  times. 
Finally,  the  product  was  precipitated  from  a  concentrated  acetone  solution  by  addition  of  ethyl 
ether  or  crystallized  from  acetone,  ether  or  acetone/ether  mixture. 

Synthesis  of  2-[4-I[(aryl)amino]thiocarbonyl]amino]phenoxy-2-methylpropionic  acid 

derivatives  (42,43)  and  compound  44. 

A  solution  of  buthyllithium  in  hexane  (1.6  N,  1.25  mL,  2  mmol)  was  added  at  the 
temperature  0°C  to  a  solution  of  2-(4-aminophenoxy)-2-methyl propionic  acid  (390  mg,  2  mmol) 
in  pyridine  (5  mL).  The  mixture  was  vigorously  stirred  and  after  5  min  an  aryl  isothiocyanate 
(38,39)  or  isocyanate  40  (2  mmol)  was  added.  The  reaction  was  carried  out  at  0°C  for  15  min 
and  then  at  room  temperature  for  additional  15  min.  The  water  (20  mL)  was  added  and  the 
pyridine  was  neutralized  with  a  small  excess  of  12%  HCl  (—16  mL)  to  pH  —  1.  The  oily 
precipitate  was  filtered,  washed  with  water  (4x10  mL),  dissolved  in  acetone,  filtered  and 
concentrated  to  give  crude  compounds  42-44.  If  necessary,  they  can  be  filtered  through  short 
column  with  silica  gel  (CHClj/MeOH  as  eluent)  or  purifi^  by  treatment  with  10%  NaOH  (10 
mL),  washing  with  ethyl  acetate  (2x10  mL)  and  a  precipitation  by  the  addition  of  10%  HCl  to 
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pH  ~  1.  Analytical  samples  were  recrystallized  from  ether-acetone  or  acetone-chloroform 
mixture. 

Catalytic  Hydrogenation  of  compounds  29-32  and  35.  General  Procedure. 

2-[4-[[(Nitroaryl)amino]carbonyl]amino]phenoxy-2-methyl  propionic  acid  derivative  (2 
mmole)  was  hydrogenated  (10  psi)  in  MeOH  (25  mL)  using  10%  Pd/C  (80  mg)  as  a  catalyst  (10 
psi)  untU  the  substrate  disappeared  (2-6  h;  reaction  was  monitored  on  TLC,  CHC^MeOH  - 
4:1).  After  the  reduction,  the  catalyst  was  filtered  off  through  Celite,  washed  with  MeOH,  and 
evaporated  to  dryness  (when  the  amine  was  partially  soluble  in  MeOH,  and  evaporated  to 
dryness  (when  the  amine  was  partially  soluble  in  MeOH,  it  was  directly  transformed  in  MeOH 
solution  into  corresponding  hydrochloride).  Crude  product  was  suspended  in  water  (15  mL)  and 
it  was  acidified  with  HCl  to  pH  -  1.  The  solution  was  washed  with  ethyl  acetate  (3x10  mL), 
the  traces  of  ethyl  acetate  were  removed  from  water  phase  under  reduced  pressure  and  the 
product  was  precipitated  with  ammonia  (at  pH  ^  6)  or  the  solution  was  alkalized  with  NaOH 
and  then  it  was  acidified  with  acetic  acid  to  give  pure  products  (45-49). 

2-[4-  [[(2-Methoxy-4-trimethy  lam  onium  phenyl)  am  ino]  carbonyl]  amino]  phenoxy-2-methy  1 
propionic  acid  iodide  (51). 

2-[4-[[(2-Methoxy-4-aminophenyl)amino]carbonyl]amino]phenoxy-2-methyl  propionic  add 
(360  mg,  1  mmole)  and  diethylaniline  (450  mg,  3.01  mmole)  were  dissolved  in  DMF  (1.8  mL) 
and  then  methyl  iodide  (865  mg,  6.80  mmol)  was  added.  The  reaction  was  left  with  stirring  at 
the  room  temperature  for  4  days.  It  was  filtered,  the  filtrate  was  concentrated  and  dried  on  the 
oil  pump.  The  viscous  oil  was  left  until  solidied.  The  chloroform  (12  mL)  was  added  and  the 
precipitate  was  suspended  using  ultrasonic  cleaners.  Then,  acetone  was  added  (8  mL)  and  the 
white  powder  was  isolated  by  filtration.  The  filtrate  was  concentrated  and  the  procedure  was 
repeated.  436  mg  of  the  desired  salt  was  obtained  (83%);  mp  186-190°C  (acetone);  ‘H  NMR 
(400  MHz,  DMSO-de)  9.29  (s,  1  H,  NH),  8.44  (s,  1  H,  NH),  8.27  (d,  J  =  9.6  Hz,  IH),  7.53 
(d,  J  =  2.4  Hz,  1  H),  7.41  (dd,  J  =  9.6,2.4  Hz,  1  H),  7.32  (d,  J  =  8.6  Hz,  2  H),  6.80  (d, 
J  =  8.6  Hz,  2  H),  3.99  (s,  3  H,  OCH3),  3.58  (s,  9  H,  N(CH3)3),  1.45  (s,  6  H,  2XCH3); 
NMR  (100  MHz,  DMSO-dfi)  174.1  (CO2H),  151.9,  150.0,  147.7,  140.3,  133.6,  130.3,  120.0 
(2xC),  119.1  (2xC),  117.4,  111.7,  103.8,  78.6  (CCO2H),  56.5  (OCH3),  56.5  (N(CH3)3),  24.6 
(2XCH3).  Anal.  (C2iH28lN305)  C,  H,  N,  I. 
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NEW  LR16  ANALOGUES  SYNTHESIZED  AND  EVALUATED 
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Outdated  blood,  obtained  from  the  Red  Gross  of  Ohio,  was  centrifuged  at  4®C  at  1000 
X  g  for  15-20  min.  The  supernatant  was  discarded,  and  the  packed  cells  were  carefully 
resuspended  {i.e.  without  vigorous  shaking)  in  an  equal  volume  of  cold  0.15  M  NaCl  and 
recentrifuged  at  1000  x  g.  The  0.15  M  NaCl  washing  was  repeated  four  times. 

The  packed,  washed  cells  in  heavy  glass  centrifuge  tubes  were  lysed  by  addition  of  an 
equal  volume  of  cold  purified  water,  followed  by  addition  of  chloroform  (5%  of  the  total 
volume).  The  mixture  was  stirred  for  30  min  at  4°C  and  then  centrifuged  at  3000  rpm  for  10 
min  at  4°C  to  remove  the  major  portion  of  cell  debris  and  chloroform-containing  viscous  phase. 
The  supernatant  containing  hemoglobin  was  centrifuged  for  30  min  at  4°C  and  9000  x  g.  The 
supernatant  containing  hemoglobin  was  removed  leaving  behind  the  remaining  cell  debris. 

Organic  phosphates  were  removed  by  dialysing  extensively  at  4°C  against  0.5  mM  TES 
buffer  containing  0.1  M  NaCl,  pH  7.5.  The  dialysis  buffer  was  initially  changed  at  one  hour 
intervals  for  6  hours  followed  by  every  4-6  hours  for  next  24  hours.  Finally,  ionic  impurities 
were  removed  by  passing  the  hemoglobin  solution  through  a  column  of  Dowex  MR-3  mixed  bed 
ion  exchange  resin  that  was  washed  and  pre-equilibrated  with  MiUipore  purified  water  at  4°C. 

The  purified  hemoglobin  solution  was  concentrated  two-fold  using  Amicon  Centriprep 
concentrators  by  centrifuging  at  3000  x  g  and  4°C  and  stored  at  -20° C. 


Dissolution 


Drug  stock  solutions  of  3  mM  or  less  in  2-{[tris-(hydroxymethyl)-methyl]-amino}- 
ethanesulfonic  acid  (TES)  buffer  (0.05  M  TES,  0.14  M  NaCl,  pH  7.40)  were  prepared  by 
vigorous  vortexing.  The  mixture  was  sonicated  briefly  and/or  wanned  to  40°C  if  the  dissolution 
process  was  slow  as  evidenced  by  a  lack  of  optical  clarity  of  the  solutions.  Finally,  pH  was 
adjusted  to  7.40  if  needed.  LR16  stock  solutions  of  >0.02  M  were  prepared  by  initially 
dissolving  in  TES  buffer  at  pH  10-11  and  then  adjusting  the  pH  to  7.40  with  HCl. 


£so-  Determination 

Recording  of  curves  of  equilibrium  binding  of  oxygen  to  hemoglobin  or  LEH  was  earned 
out  with  the  Hemox  Analyzer  (TCS  Medical  Products,  Huntingdon  Valley,  PA).  The  operating 
principle  of  the  Hemox  Analyzer  is  based  on  dual-wavelength  spectrophotometry  for  the 
measurement  of  the  amounts  of  oxygenated  and  deoxygenated  hemoglobin  and  a  Clark 
membrane  electrode  for  the  measurement  of  the  oxygen  partial  pressure. 
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Briefly,  an  approximately  3  ml  hemoglobin  solution  was  drawn  into  the  cuvette  which 
also  contained  an  oxygen  sensitive  membrane  electrode,  a  thermistor  probe  for  temperature 
measurement  and  a  magnetic  stirring  bar.  Measurements  were  carried  out  at  37°C.  The  sample 
was  allowed  to  equilibrate  with  air  flowing  through  the  solution  and  the  extent  of  oxygenation 
was  recorded  on  X-Y  recorder  as  a  function  of  oxygen  partial  pressure.  Figure  1  and  2  show 
typical  association  curves.  The  Pso  values  were  calculated  from  oxygenation  curves.  A  P50  value 
is  defined  as  the  pOj  value  at  which  50%  oxygen  saturation  of  the  sample  occurs. 

EVALUATION  OF  DRUG  EFFECTIVENESS 

Characterization  of  the  Effectiveness  of  Allosteric  Effectors  at  Modulatins  the  Oxvsen  Affinity 
of  Human  Hemoglobin. 

Table  I  summarizes  the  effect  of  the  various  allosteric  modifiers  of  interest  on  the  P50 
value  of  purified  hemoglobin  stripped  of  its  natural  allosteric  effector  2,3-DPG.  Drug 
concentrations  of  1.5  mM  were  employed.  P50  refers  to  the  partial  oxygen  pressure  at  which 
purified  hemoglobin  solution  is  half-saturated  in  the  presence  of  1.5  mM  drug;  P50C  refers  to  the 
partial  oxygen  pressure  at  which  purified  hemoglobin  solution  is  half-saturated  in  the  absence 
of  drug.  The  P50C  values  ranged  from  5  mm  Hg  to  10  mm  Hg;  the  observed  variance  existing 
due  to  differences  in  the  level  of  purity  of  hemoglobin  achieved  for  different  preparations. 

Of  the  new  compounds  tested,  02-50  was  the  most  potent  at  modulating  the  oxygen 
binding  pressure  of  hemoglobin.  This  analogue,  when  completely  dissolved,  was  more  effective 
than  LR16  at  modulating  the  P50  of  hemoglobin  free  in  solution.  The  02-50  compound  exhibited 
approximately  the  same  level  of  effectiveness  as  L35  at  modulating  the  oxygen  binding 
properties  of  hemoglobin.  In  an  attempt  to  overcome  the  diffusion  of  LR16  agents  from  the 
T.F.H  particles,  we  synthesized  a  permanently-charged  analogue  of  LR16.  A  permanent  positive 
charge  markedly  diminishes  the  rate  at  which  an  agent  can  diffuse  through  a  liposomal  bilayer. 
The  analogue  which  we  synthesized,  compounds  02-31  and  01-69  (iodide  and  BF4.  forms, 
respectively),  was  unfortunately  found  to  display  disappointingly  low  activity  at  modulating  the 
oxygen  affinity  of  hemoglobin. 

Table  n  summarizes  the  effects  of  the  allosteric  modifiers  on  the  P50  value  of  bovine 
hemoglobin.  From  the  table  it  can  be  seen  that  the  LR16  analogues  are  also  capable  of 
modulating  the  P50  value  of  bovine  hemoglobin;  it  is  clear,  however,  that  human  hemoglobin  is 
affected  to  a  greater  degree  by  the  allosteric  modifiers.  For  example,  whereas  1.5  mM  LR16 
altered  the  P50/P50  (control)  to  a  value  of  5.3  in  the  case  of  human  hemoglobin,  the  P50/P50 
(control)  value  was  1.6  in  the  case  of  bovine  hemoglobin.  Thus  the  use  of  the  allosteric 
modifiers  at  increasing  the  Psq'  value  of  bovine  hemoglobin  is  less  useful  when  the  hemoglobin 
source  is  bovine. 

Reductions  in  PruQ  Effectiveness  Due  to  the  Presence  of  Human  Serum  Albumin. 

Figure  1  shows  how  the  addition  of  human  serum  albumin  modulates  the  effect  which 
2  mM  LR16  exerts  on  hemoglobin  free  in  solution  at  a  concentration  of  150  juM.  In  the  absence 
of  HSA  LR16  has  a  strong  effect  on  hemoglobin,  shifting  the  curve  well  to  the  right  with  a  P50 
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Table  I. 


Summary  of  the  Effects  of  Allosteric  Modifiers  on  Human  Hemoglobin; 


Comoound 

Eso/Esoc 

LR16 

5.3 

L35 

6.3 

01-22 

1.7 

01-35 

1.3 

01-36 

1.4 

01-37-1 

0.9 

01-37-2 

1.6 

01-38 

2.2 

01-40 

1.8 

01-42 

2.0 

01-43 

2.1 

01-45 

1.5 

01-69 

1.0 

02-24 

1.3 

02-25 

1.2 

02-26 

3.1 

02-30 

3.1 

02-31 

0.9 

02-38 

1.4 

02-39 

2.0 

02-40 

1.9 

02-50 

6.2 

02-51 

1.6 

*  Drug  and  hemoglobin  concentrations  of  1.5  mM  and  150  fiM,  respectively,  were  used. 
Experiments  were  conducted  at  37  ®C  in  TES  buffer,  pH  7.4.  P50  values  represent 

determinations  in  the  presence  of  drug,  while  P50C  values  represent  determinations  in  the  absence 
of  drug.  P50C  values  ranged  between  5  mm  Hg  and  10  mm  Hg,  depending  on  how  efficiently 
the  hemoglobin  was  stripped  of  its  natural  allosteric  effector  2,3-DPG. 
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Table  H: 


Summary  of  the  Effects  of  Allosteric  Modifers  on  Bovine  Hemoglobin.* 


Compound 

Psp/mmgHg 

P<n  fcontroll 

PTr/P'o  Control 

LR16 

35.0 

22.6 

1.6 

L35 

34.7 

22.6 

1.5 

01-35 

28.6 

22.6 

1.3 

01-36 

24.1 

22.6 

1.1 

01-38 

33.1 

22.6 

1.5 

01-42 

25.7 

22.6 

1.1 

01-43 

29.6 

22.6 

1.3 

02-24 

21.6 

22.4 

1.0 

02-25 

27.1 

22.4 

1.2 

02-30 

50.3 

22.4 

2.3 

03-31 

21.6 

22.4 

1.0 

03-39 

37.9 

22.4 

1.7 

02-40 

32.6 

22.4 

1.5 

02-51 

30.9 

22.4 

1.4 

*  Drug  and  hemoglobin  concentrations  of  1. 
Experiments  were  conducted  at  37  °C  in 
determinations  in  the  presence  of  drug,  while  F 
of  drug. 

5  mM  and  150  /iM,  respectively,  were  used. 
TES  buffer,  pH  7.4.  P50  values  represent 

50C  values  represent  determinations  in  the  absence 

Figure  1.  Oxygen  dissociation  curves  showing  how  varying  amounts  of  HSA  modulate  the  effects 
of  2  mm  LR16  on  purified  human  hemoglobin  (150  (M).  HSA  concentrations  of  0  mg/ml,  10 
mg/ml,  15  mg/ml,  20  mg/ml,  30  mg/ml,  and  40  mg/ml  were  studied.  The  left  most  curve 
represents  hemoglobin  solutions  in  the  absence  of  LR16. 
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value  of  44  mm  Hg.  Upon  incremental  HSA  addition,  however,  the  P50  shifts  back  to  close  to 
control  values  for  purified  hemoglobin  in  the  absence  of  drug.  The  addition  of  HSA  at 
concentrations  of  10  mg/ml,  15  mg/ml,  and  physiologically  relevant  40  mg/ml  resulted  in  P50 
values  of  33  mm  Hg,  24  mm  Hg,  and  8  mm  Hg,  respectively.  Control  values  in  the  absence 
of  drug  were  determined  to  be  6  mm  Hg.  Figure  2  demonstrates  the  ability  of  HSA  to  attenuate 
the  effect  of  our  new  02-50  analogue  in  LEH  preparations.  LEH  plus  0.75  mM  drug  yielded 
a  P50  value  of  32  mm  Hg.  The  addition  of  HSA  concentrations  of  5  mg/ml  and  15  mg/ml  to  the 
LEH-drug  suspension  reduced  the  observed  P50  values  to  13  mm  Hg  and  11  mm  Hg, 
respectively.  The  control  value  for  LEH  only  (i.e.  no  drug  or  HSA)  was  10  mm  Hg.  The 
effects  of  HSA  on  the  P50  values  of  purified  hemoglobin  solutions  and  LEH/LR16  solutions  are 
summarized  in  Tables  in  and  IV,  found  on  the  following  page.  A  possible  approach  to 
overcoming  the  loss  of  allosteric  modifier  in  the  presence  of  HSA  is  to  incorporate  a  photolabile 
moiety  into  the  drug  in  the  hopes  of  securing  the  drug  to  the  protein  to  prevent  diffusion  from 
the  LEH  particle. 


P  iP^  [mm  Eg] 

Figure  2.  Oxygen  dissociation  curves  showing  how  varying  amounts  of  HSA  modulates  the  effwt 
of  the  new  02-50  agent  on  the  oxygen  affinity  of  LEH.  Curve  1  shows  the  profile  for  LHI  with 
0.75  mM  02-50  present.  Curve  2  shows  the  effect  of  addition  of  5  mg/ml  of  HSA,  while  curve 
3  shows  a  further  decrease  in  P50  value  upon  increasing  HSA  concentration  to  15  mg/ml.  The 
left  most  curve  represents  the  oxygen  dissociation  profiles  for  LEH  suspensions  in  the  absence 
of  02-50.  Our  data  indicates  that  the  allosteric  modifier  02-50  diffuses  out  of  LEH  particles 
when  HSA  is  present.  LEH  particles  contained  distearoylphosphatidylcholine  (DSPC): 
dimyristoylphosphatidylglycerol  (DMPG):  cholesterol  [molecular  ratios  of  4:1:3,  respectively]. 
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Table  HI:  Effect  of  HSA  on  LR16’s  AbUity  to  Modulate  the  P50  Value 
of  Human  Hemoglobin  in  Solution. 


[LR16] 

(M) 

[HSA] 

(mg/mL) 

P50  (mm/Hg) 

2x10-^ 

10 

33.7 

2x10-^ 

10 

33.1 

2x10-^ 

15 

24.0 

2x10-^ 

15 

23.9 

2x10-^ 

20 

17.3 

2xl0r^ 

30 

10.5 

2x10-" 

40 

8.0 

2xia^ 

50 

8.0 

0 

0 

6.0 

0 

50 

6.0 

*  Drug  and  hemoglobin  concentrations  of  2.U  mM  and  150  fiM,  respecUvely,  were  used. 
Experiments  were  conducted  at  37  °C  in  TES  buffer,  pH  7.4. 

Table  IV. 

Effect  of  HSA  on  the  P50 

for  LEH/LR16  Formulations.* 

[HSA] 

(mg/mL) 

[LR16] 

(M) 

P50  (mm/Hg) 

0 

1x10-^ 

49.4 

5 

1x10-^ 

34.1 

15 

1x10'^ 

15.6 

20 

1x10-^ 

11.5 

30  *  - 

1x10-^ 

9.0 

40 

1x10-^ 

8.5 

50 

1x10'^ 

8.0 

“  Drug  and  hemoglobin  concentrations  of  1.0  mM  and  150  ^M,  respectively,  were  used. 
Experiments  were  conducted  at  37  °C  in  TES  buffer,  pH  7.4. 
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Carbon-: 3  NMR  atudlaa  were  performod 
for  a  aartes  of  allosiaric  affectora  of  homo- 
glccin.  Spectral  asoignrnonts  ware  made  by 
corrcarlscn  of  'H -decoupled  spectra: 
far  aaidctod  cases,  20  H6YC0FI  •xpari- 
mena  wera  applied.  High  regulariiy  If^  the 
chamical  shifts  of  tha  Similar  fragmanta  of 
these  stnjcturas  was  found. 

(ctY  wsiin  *®C  NMR  HSTCOR  Urea  and 
iMoursa  derivallvea  Hemoglobin 


INTRODUCTION 

la  the  last  4  years,  many  papers  dealing  with 
ihc  prrparauciB  and  biologjical  ibUvlty  of 
compeuads  that  act  as  allosteric  effectors  of 
hcmcglobia  have  been  published. Amoof 
the  auiaeroua  moieties,  some  urea  derivatives 
were  found  to  be  very  effective  in  redudng 
the  oxygra  affinity  of  hetnoglOBlfl,**'  The 
structures  of  most  of  these  compounds  were 
Con5.rmi5d  by  NMR  spcclra;  however,  lo 
our  knowledge,  NMR  spccin  have  not 
published  for  any  of  these  allosteric 
mcd’fteis  of  hemuglobin.  Wa  prepared  over 
30  new  urea  and  thiourea  derivatives  with  the 
iclcniicn  of  bvesligating  their  biological 
aciiviiy.*  An  analysis  of  carbon-13  NMR 
spectra,  reported  in  this  paper,  revealed  a 
high  rer-larity  in  the  chemical  shilb  of 
siniiTar  fragments  of  the  structures.  In  addi* 
lioo.  it  rc'.-caled  signal  deviations  as  in  effect 
of  subs^iluienis  in  the  aromatic  rings. 


*  ?r«eni  address:  InsLiluic  of  Organic 
/  Chemiii::.-,  Polish  Acudemy  of  Sciences.  uW 
^  f\  Kas?.*nakj  -W/51 01-224  Warsaw.  Poland.  ^ 

C  15^4  ;cha  Wiley  A  Sons,  Ltd. 


RESULTS  AND  DISCUSSION 

Tnc  NMR  paramciers  are  listed  in  Table 
I.  A  simple  analysis  procedure  was  used  lo 
assign  peaks  iu  the  spectra.  First,  two  groups 
of  peaks  corresponding  lo  the  signals  of  ibe 
aromatic  rings  A  and  B  respectively  (nee  Fig. 
1),  were  identided.  For  R  *  H  in  all  casea  the 
chemical  shifts  origmaiing  from  C-4,  C-Sfa*), 
and  C*7  are  very  close  or  identical 
(e.g.  18  and  20,  Table  .1),  whereas  the  C-9-C- 
U  signals  varied,  depending  on  the  lubetit- 
uenrs  in  ring  A  Replacement  of  R  =*  H  by 
(2(CHi)2C02H  ii  reflected  in  the  J  values  of 
the  C-4-C-7  signals,  and  virtually  did  not 
change  ihe  C-9-C-14  signals  in  the  respective 
pairs  of  compounds  (e.g.  13  and  14).  For  thU 
scries  [R  =  QCHjjCOjH,  R*  and  R^ 
variable],  a  elose  resemblance  of  the  corre¬ 
sponding  C-l-C-7  chemical  shifts  was  also 
ohEerved  (e.&  14  and  On  this  baais,  the 
bulk  of  the  itgnaJt  were  assigned  to  the 
appropriate  carbon*:  in  both  aromatic  rings. 
W>  found  good  agreement  between  the 
chemical  shifts  calculated  from  iflcremenls* 
and  thoie  deiermincd  experimentally  (e.g. 
campiMind  1;  calcuUwd.  C4  149.3,  C-i(5Y 
1U.0,  C-6i6l  120.0,  C-7  I3Z7;  09  14L0, 
CIO  133.9.  C-11  130.1.  C-12  117.6,  C-13 

145.2,  C*14  1I3J  ppm;  cxperimcnul  values, 

152.3,  M3.3,  U0.4j  131.2,  138.9.  134.0,  !3a7, 
116.Z  146.1. 113.3  Ppm,  respectively).  In  some 
instances,  a  couplini  between  carbon  atoms 
and  fluorine  was  dUsnostie  and  helpful  for 
correct  assignment.  For  15  we  were  left  with 
two  unidenlifled  peaks  at  106.2  (broader 
singlet)  and  105.7  ppm  (d,  J  =  5  Ha),  origin- 
aiing  from  C*lO  and  C-14.  The  singlet  ai 
ICoff  ppm  was  assigned  to  C-IO,  because  of 
the  absence  of  mero  carbon— fluorine  coup¬ 
ling.  This  lick  of  thr«-bond  coupling  con¬ 
stant  waa  observed,  when  ever  a  subeiliuent 
was  present  In  aromatic  ring  between  the 
respective  centers  (see  14-18),  Ortho  inicr- 
actions  dcrorraating  the  planarity  of  the 
arene  ring  (together  with  substituents)  also 
decreased  V(C,  F)  valuct,  especially  when  the 
neighboring  group  to  Ruorine  was  festively 
bulky  (see.  for  example,  coupling  constants  of 
C-1 1  and  C*I3  carbons  with  fluorine  in  14 

In  some  cases  a  long-range  Infiuence  of  the 
substituents  on  the  chemical  shifu  was 
observed.  When  R  -  H  was  replaced  wiih 
QCHjjjCOjH,  noi  only  were  ^(C-i)  and 


<5[C-5(5')  changed,  but  also  <5(C-7J  was  shifted 
downneld  by  ca.  3-4  ppm.  This  change  was 
smaller  on  C-6(61  (co.  1.5  ppm).  In  this  series 
the  C-5(5'),  C-6(63  carbons  are  readily  identi¬ 
fied  by  ibeir  high  intensity,  but  it  was  difliculi 
lo  assign  them  correctly  because  of  the  close¬ 
ness  of  Ihdr  chemical  shifis-  For  two  selected 
compounds  (6,  I2j  two-dlme.i3ionaI 
HETCOR  spectra  were  recorded.  We  found 
that  dow-nfictd-shifled  carbon  signals  corre¬ 
spond  to  protons.  On  the  basis  we 

propose  the  assigned  C-5(5')  and  06(6") 
values  for  the  remaining  compound?  in  this 
Series. 

Intrcductiort  of  an  NH;  group  inio  termin¬ 
al  aromatic  ring  A  causes  dramatic  changes 
in  the  neighboring  carbon  atom  chemical 
shifts,  Mereover,  independent  of  the  position 
of  the  NHj  group  (5,  6,  9,  12  and  15),  long- 
range  cffecu  were  obsened  on  C-8  (small 
downfleld  shiri),  C-7  (downflcld  xhift)  and 
even  C-4  (upfleld  shift  ea.  i  ppm).  The  neigh¬ 
boring  amino  group  also  changed  the 
carbon-'fluorine  coupling,  decreasing  it  up  to 

25  Hz  (15). 

Signiflcanl  changes  in  chemical  shifts  were 
isftized  by  a  Ihiocarbonyl  group  in  the  urci 
bridge.  Carbon  atoms  C-dfbl,  C-10  and  C-14, 
ailuaicd  at  the  same  disWncefrorn  C—S,  arc 
shifted  downfleld  by  over  S  ppm  In  22, 23  and 

26  compared  with  lh«  corfcsponding  urea 
anaioguet  20,  21,  and  25.  Interestingly,  even 
C4  and  C-IZ  at  five-bond  distance  from 
C^S,  are  moved  downfield  by  2  ppm.  This 
influence  It  smaller  on  C-7  and  C-9. 


EXPERIMENTAL 

Ai)  one-dimensional  NMR  and  two- 
dimeniiofial  HETCOR  measuremenu  were 
carried  oui  m  5  mm  tubes  in  DMSO-d*  at 
25  "C  using  a  general  Electric  QE-300  speo- 
iTomeicr  operating  at  75ff34  MHz  for  *  *C.  or 
a  Bruker  AM-400  apecirometcr  operating  at 
100.623  MHz  for  ”C  and  ai  400.139  MHz 
for  Sample  concentrations  were  ec.  30 
mg  mI"U  Other  experimental  data  for 
NMR  were  pulse  width  4.0  ps,  acquishioa 
time  OJ27  j,  flip  angle  45^  rela.xaiion  delay 
1.00  s  and  spectral  width  23  kHz 
(corresponding  data  for  *H  were  pulse  width 
8.6  ps,  acquisition  time  i.9  s,  flip  angle  !()• 
and  spectral  width  6  kHz).  Spectral  widths 


ft 

Figura  1.  Ganaral  tiructura  ol  compounds. 
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lihlt  1.  NMR  data  for  compoonds  (coupUa^  constants  /  expressed  in  Hz} 


ChtmJcii  (pcm) 


1) 

Nd. 

C-1 

C*2 

c.3(r) 

C-4 

C-5(V> 

C-«(8'l 

C-7 

C-8 

C-9 

C-10 

C-n 

C.12 

Cd3 

c-u 

lO-CHj.lS-NCj 

1 

153.8 

115,3 

120.1 

131.2 

152.6 

1253 

134.0 

130.7 

118.2 

146.1 

113.3 

19.1 

13.NC, 

2 

17S.0 

73.7 

35.0 

150.3 

1199 

119.8 

13X5 

152.4 

138-7 

134,2 

m2 

118.4 

146.1 

113.5 

15.0  tCH^ 

3 

181& 

1i5J 

120.3 

130  5 

192.9 

141.4 

111.3 

148.1 

11 5.3 

129.9 

124.1 

11-NC‘ 

4 

171.1 

78.7 

35.0 

isai 

1199 

1137 

133J 

152.5 

uia 

1120 

146.1 

1194 

129.9 

124.1 

11.NH. 

9 

1784 

79.3 

26.4 

1503 

119.9 

118.9 

134.2 

1S2.8 

140.7 

109  9 

148.1 

107.7 

128.7 

1064 

11-NH. 

4 

i73.a 

73.0 

244 

149.4 

120.3 

119.2 

134.3 

1515 

1403 

1037 

149.1 

1060 

129.0 

106.1 

5X3  {CO3CH3I 

R»CrCHj),CO,CHj 

1 2-^40  J 

7 

152.1 

118.2 

120.9 

130.3 

1S3.0 

148.8 

1173 

115.1 

140.7 

12S.1 

1174 

IZ.fJCj 

$ 

174.9 

717 

28.0 

150-8 

119.9 

119.7 

133.3 

1810 

146.8 

1173 

126.1 

140.3 

12S.1 

117.3 

12-nHj 

B 

175.1 

78.7 

25.0 

143.8 

115.9 

119.1 

134.7 

15X1 

1268 

120.3 

11 U 

143.7 

114.2 

120.S 

iP-CCH,.12-NOi 

10 

151.9 

116.3 

120.3 

130.8 

mo 

1361 

148.3 

1«5 

140.5 

1153 

117.6 

lO-OCH,.  ll.NC, 

11 

175.0 

78.7 

28.0 

150.S 

1194 

119-5 

13X4 

151 .8 

136.0 

146.9 

1068 

140.7 

ll6.t 

117.6 

56.5  (CCMjJ 

16.aCH5.12-NH, 

12 

171 1 

782 

35.1 

143.3 

120.0 

118.8 

134,7 

1823 

117.8 

143.7 

38.0 

144.5 

105.5 

121.4 

n.NC,.  12.S 

ia 

182.7 

118.2 

121.0 

130.4 

1523 

13S.I 

114.1 

136  4 

149.3 

119.5 

125,3 

J«l1 

JmiSS 

J-22 

J«7 

n.NC,,  fZ.F 

14 

175,0 

78.3 

26.0 

150.5 

1200 

119.3 

133  5 

15X8 

136.8 

114,3 

139.5 

149.4 

116.6 

125  6 

Jm3 

Ja295 

J-2Z 

J»7 

n.NH,.  tZ-F 

15 

175.0 

78-7 

25.0 

1415 

1193 

119.2 

134J 

15X5 

13fl.i 

t0fl2 

138.2 

148.2 

114.5 

1057 

J^15 

J-231 

J  ■  19 

Js-8 

10-F.  !3.N0, 

IS 

151.9 

118.1 

120.S 

130.0 

15X9 

129.3 

1S4.8 

115.5 

117.0 

14X9 

114.6 

,/-18 

J-247 

,/-22 

J-9 

10-F.13-.m0, 

17 

775.0 

78.7 

25.0 

1SC.S 

113.3 

119.8 

133.2 

1619 

1283 

1&4.3 

1160 

117.S 

144.0 

114.5 

J-U 

-/-252 

,/-22 

4-9 

ll-C.  IZ-F 

u 

ISZl 

11S.3 

120.7 

130.7 

1518 

137.3 

1T9X 

119.1 

182.1 

116.7 

1194 

J-19 

J-233 

J-22 

4-8 

11-C.  12.F 

1* 

174  t 

78.7 

24.8 

1602 

120.Q 

ii9.a 

133,7 

152.3 

138.8 

119.3 

118.9 

16X1 

116.3 

118.3 

J-i8 

J-22 

u-ci 

20 

152.5 

11S.3 

120.7 

130,7 

152.8 

)41.6 

117  4 

133.2 

121.1 

130.2 

116.4 

ll-Cl 

21 

175,0 

78.7 

25,0 

150.3 

1t9.3 

119.7 

1333 

1523 

141.4 

1175 

1334 

131 X 

130.3 

1164 

11-C  tx-S; 

2Z 

154-9 

115,0 

126.0 

1301 

179.9 

141.1 

12X9 

1324 

143.5 

129.5 

121.5 

ll.c  fX-S) 

23 

174.5 

78.5 

24.9 

1312 

118.7 

124.3 

132  2 

1716 

1403 

122.6 

13X9 

im 

129.5 

121.5 

ivcn2«cj 

24 

152.9 

118.2 

121.1 

*  130.1 

1618 

.1391 

119  4 

131.7 

1233 

129.7 

117.4 

11-0,  t2.ci 

25 

175,1 

78.7 

28.1 

1504 

119J 

1198 

133.8 

162.4 

140.1 

119.1 

131.0 

129.6 

130.5 

1184 

n^CLiz-ci 

(X-3) 

2< 

177.7 

79,5 

25.9 

1634 

117.8 

125.0 

132^ 

179.4 

140,7 

1Z34 

1320 

122.7 

123-3 

12X7 

11.es 

27 

152.5 

118.1 

120.8 

130.4 

1S2.a 

140.9 

120.5 

111.4 

124.7 

I29.fl 

122.5 

118.3  (CS) 

11. CN 

2e 

17W 

78.3 

20.2 

180.5 

119.5 

119.7 

1317 

tS2.7 

140.9 

120.7 

1117 

125.3 

130.2 

122-6 

119.0  (CN) 

12-CN 

29 

152.J 

115.3 

120.3 

130.8 

163.0 

1U5 

117.8 

1332 

10X9 

1334 

117.8 

118  4  (CM 

12.cs 

30 

1751 

717 

25.1 

160.5 

120.0 

113.7 

1X3  5 

1521 

144.4 

11XQ 

1334 

103.1 

133.3 

11XQ 

119.4  (CS) 

11-C7j 

31 

1815 

115.0 

i20.a 

1304 

152.7 

1403 

114.0 

1204 

tl7,3 

120.2 

121  * 

1234  (o.v^-271.C?,l 

J-30 

n.c?,.  ta-CF, 

32 

1815 

1181 

121.3 

130.1 

153,1 

14X0 

117S 

130.5 

113.9 

130.5 

117.S 

122J  (e.J-27X2*C;, 

4-32 

J-32 

n.C.e,.12.CF, 

33 

175  1 

78.7 

26.0 

1608 

120.4 

119.6 

133J 

15X5 

142.0 

117.8 

130.7 

114.1 

130.7 

1174 

13X3  (»t,r-27C.2»C^, 

J»32 

J-33 

12.SCH, 

34 

182.8 

118.2 

130.8 

129.5 

1EX9 

1373 

118.8 

127.9 

131.1 

1274 

118.8 

184  (SCH,) 

for  i’*t:-dimeniion»l  NMR  wcre/i  15021.9 
Hz  and/j  =  3634.0  Hz.  chemical  shilb 
were  referenced  to  DMSO-d^  ai  339.50  ppiii. 

The  ^nthesij  and  chemical  character* 
izatfen  of  1-30.  32  and  33  have  been 
pabliiSsd  elsewhere.*  Data  Tor  other  oew 
cempounda  were  aa  follows  (melting  points 
arc  uncvrreoicUh  I-<3-LrinuoroincthylphcTiyl>. 
3-i-*-hydroxyphenyl)urea  (31)  was  prepared 
according  a  procedure  described  in  the  liter¬ 
ature/’  and  reached  m  a  90%  yield,  m.p. 
202  (CHGj-MeOH).  Fqt  C,^H;  ,F,N,Oi 
(M,  296.25)1  calculated.  C  56T6,  H  3.74,  N 
9.46:  found.  C  56.66,  H  3.75,  N  9.50%. 
Methyl  thiopheny  Ij- 3-<4-hydroxyphenyl)urea:,,' 
(34)  wai  prepared  in  a  similar  manaer. 
resutling  in  a  96%  yield,  m.p.  2I4’C 
(CHQj-McOH).  For  Cj^Hj^NjOiS  (W, 
274.34):  calculated,  C  61.29.  H  5.14,  N  10.21, 


S  11.69;  found,  C  61.08,  H  5,19.  N  10.18,  5 
U.79%. 
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